Supplementary Figure 1: Difference spectra and melting profiles of G-quadruplexes
(a) Normalized UV isothermal difference spectrum (IDS) of [7GGT] 4 in 150 mM K + hTel buffer at 20 µM DNA concentration. A thermal difference spectrum (TDS) requires obtaining one UV spectrum at an elevated temperature so that the G-quadruplex is unfolded, and one at a lower (generally 25˚C) temperature 1 . However, because of the slow rate of formation of tetrameric Gquadruplexes such as [7GGT] 4 2 , we were able to obtain the folded and unfolded spectra at room temperature. In these instances the resulting difference spectrum is called IDS. Samples are equal volumes of 293T lysate after immunopurification with an hTERT antibody (IP), after activity-dependent elution from immobilized substrate (dNTP) and after a glycerol gradient (GG). The same volumes of each fraction were loaded in duplicate on a dot blot which was probed for hTR (bottom panel).
(b) Quantitation of data in (a). Activity and hTR levels were normalized to the levels in the IP sample. Note that activity relative to hTR levels, i.e. specific activity, remains constant over the purification. (b) Flow cytometry analysis demonstrates that vehicle only (DMSO) and NMM treatment of HEK293T cells did not effect the cells' ability to enter S phase. Cells were sorted on the basis of DNA content as determined by staining with propidium iodide (PI). Cell populations were asynchronous, or synchronized at the G1/S border with thymidine/aphidicolin treatment (TA), then released and allowed to progress into S phase for 3 h. 
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Supplementary Figure 5: Deconvolution microscopy of hTR-telomere-G-quadruplex trilocalizations
Representative HEK-293T nuclei z-stacks showing that G-quadruplex (purple), telomere (red) and telomerase (hTR, green) trilocalization (yellow) is not due to random overlap. Six of the ten captured planes through the nucleus (z4 -z9) show that all three colors localize to the same plane of the cell. 
